To determine the frequency of anti-Brucella canis antibodies in dogs attended in veterinary clinics from Patos, Paraíba State, Brazil, as well as to identify risk factors and to isolate and identify the agent, 193 dogs were used. Agar gel immunodiffusion test (AGID) was used to detect B. canis antibodies in sera. Isolation of B. canis was carried out in blood and bone marrow from seropositive animals. Six animals tested seropositive in AGID, resulting in a frequency of 3.11%. B. canis was isolated from bone marrow of one seropositive animal, with confirmation by PCR. Lack of cleaning of the dog's environment was identified as risk factor (odds ratio = 7.91). This is the first report of isolation of B. canis in dogs from the Northeast region of Brazil.
responsible for impairment of reproductive tract, primarily abortion and sterility in females and orchitis and epididymitis in males (1) . Zoonotic potential of the disease should be taking into account due to complex and close relationship with human population, especially children.
Although clinical signs are usually related to disorders of the reproductive tract, in most cases, even it being a disease of systemic character, the animals are apparently healthy (asymptomatic), behaving as important sources of infection (1) .
Etiological diagnosis is performed by detection of antibodies in blood serum or isolation of the agent from infected animals as well as molecular methods (6, 12) .
Bacterial isolation can be done by cultivation of blood and secretions of infected animals and although it provides a definitive diagnosis, this procedure is laborious and timeconsuming and may produce false-negative results. (8) .
The aim of this work was to determine the frequency of anti- Risk factors analysis was performed in two steps: univariate and multivariate analysis. Univariate analysis was performed using the Chi-square test or Fisher's exact test (13) , and those variables that presented p ≤ 0.20 were used for multiple logistic regression.
The multivariate analysis was then performed, using the stepwise forward method (5) . The significance level in multivariate analysis was 5%. The tests were performed using the SPSS for Windows software package, version 13.0.
For blood and bone marrow cultures 2 mL of blood with sodium citrate and 2 mL of bone marrow were inoculated in Castañeda medium and incubated at aerobic atmosphere (37ºC for 30 days) (1). After growth, colonies were cultured on Brucella agar plates and incubated at aerobic atmosphere at 37ºC for five days for bacterial identification. Genus characterization was performed using Gram staining and identification of the biochemical profile: catalase, oxidase, citrate, nitrate reduction, motility, H 2 S production and urease (7).
DNA extraction of isolated bacteria was performed by boiling method (10, 11) . A 2.3 x 10 9 bacteria/mL suspended in 1000 µL of sterile bi-distilled water, corresponding to 8 on the Therefore, it is suggested that this practice must be commonly adopted in order to avoid exposure of other animals and humans to the risk of infection. Bacteria with morphostaining and biochemical characteristics similar to Brucella spp. was isolated from bone marrow of one seropositive animal. Brucella DNA was extracted from isolated colonies using the boiling procedure and the extracted DNA was amplified using genus-specific primers for Brucella spp.
In this study, the agent was isolated from the bone marrow of one seropositive animal. Although blood is considered the material of choice for the isolation due to long period of bacteremia, B.
canis can also locate in other lymphoid organs, so that it can be recovered by bone marrow aspirates in the absence of positive blood cultures (6) . 
